Supplementary Figure 1. Subcellular localization of ANO1 isoforms.
HEK293T cells were transfected with GFP-ANO1(abc), GFP-ANO1(ac), GFP-ANO1(a), or GFP-ANO1(0) and the plasma membrane marker, DsRed-Mem. Localization at the plasma membrane was evaluated from plots of normalized fluorescence intensity of ANO1 isoforms and DsRed-Mem using the 'line scan' feature of Nikon software. The colored arrows mark the maximal intensity of each signal. Scale bars, 10 μm. 
Supplementary Methods

Cell culture
Primary mouse astrocyte were isolated from the cortex of P1 to P3 mice and maintained in DMEM (Gibco) as described 1 . IM-PHFA (immortalized primary human fetal astrocytes) cells were cultured as described 2 .
Cell surface expression assay
For surface expession analysis, an HA tag (YPYDVPDYA) was inserted at the extracellular first loop of ANO1. HA-inserted ANO1 (ANO1[HA]) and FLAG-14-3-3g were transfected into HEK293T cells. After 24 h, transfected cells were incubated in PBS containing 5% bovine serum albumin for 30 min at 4°C to block non-specific binding of the primary antibody. Cells were then incubated with anti-HA antibody (3F10, Roche) in PBS containing 2% bovine serum albumin for 1 h at 4°C, washed three times with ice-cold PBS, and incubated with a HRP-conjugated goat anti-rat antibody (Jackson Lab) in PBS containing 2% fetal bovine serum for 1 h at 4°C. Cells were gently washed three times with ice-cold PBS and lysed for 30 min on ice in lysis buffer. Samples were quantified in a luminometer using TECAN. The surface expression of each construct was analyzed in the same experiment, and at least three experiments were carried out.
